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entirety by reference herein). Studies revealed that the HsplSO protein is inefficiently 
separated from rHA by ion exchange chromatography. The mutation in the HSP150 gene 
removes a potential contaminant that has proven difficult to remove by standard purification 
techniques. See, e.g., U.S. Patent No. 5,783,423, hereby incorporated in its entirety by 
5 reference herein. 

The desired protein is produced in conventional ways, for example from a coding 
sequence inserted in the host chromosome or on a free plasmid. The yeasts are transformed 
with a coding sequence for the desired protein in any of the usual ways, for example 
electroporation. Methods for transformation of yeast by electroporation are disclosed in 
10 Becker & Guarente (1990) Methods EnzymoL 194, 182. 

Successfully transformed cells, Le. t cells that contain a DNA construct of the present 
invention, can be identified by well known techniques. For example, cells resulting from the 
introduction of an expression construct can be grown to produce the desired polypeptide. 
5 Cells can be harvested and lysed and their DNA content examined for the presence of the 
03 15 DNA using a method such as that described by Southern (1975) /. Mol Biol 98, 503 or 

hi Berent et aL (1985) Biotech. 3, 208. Alternatively, the presence of the protein in the 

Lit 

£2 supernatant can be detected using antibodies; 

Useful yeast plasmid vectors include pRS403-406 and pRS413-416 and are 
^ generally available from Stratagene Cloning Systems, La Jolla, CA 92037, USA. Plasmids 
O 20 pRS403, pRS404, pRS405 and pRS406 are Yeast Integrating plasmids (Yips) and 
*f incorporate the yeast selectable markers HIS3, 7RP1, LEU2 and URA3. Plasmids 
Sj pRS413-416 are Yeast Centromere plasmids (Y cps). 

S3 Preferred vectors for making albumin fusion proteins for expression in yeast include 

^ pPPCOOOS, pScCHSA, pScNHSA, and pC4:HSA which are described in detail in Example 
25 2. Figure 4 shows a map of the pPPCOOOS plasmid that can be used as the base vector into 
which polynucleotides encoding Therapeutic proteins may be cloned to form HA-fusions. It 
contains a PRB1 S. cerevisiae promoter (PRBlp), a Fusion leader sequence (FL), DNA 
encoding HA (rHA) and an ADH1 5. cerevisiae terminator sequence. The sequence of the 
fusion leader sequence consists of the first 19 amino acids of the signal peptide of human 
30 serum albumin (SEQ ID NO:29) and the last five amino acids of the mating factor alpha 1 
promoter (SLDKR, see EP-A-387 319 which is hereby incorporated by reference in its 
entirety. 

The plasmids, pPPCOOOS, pScCHSA, pScNHSA, and pC4:HSA were deposited on 

April 11, 2001 at the American Type Culture Collection, 10801 University Boulevard, 

35 Manassas, Virginia 201 10 r*"* z Utnn n ^° OQ ^° n,inr>K ~^ Tnr * n 

X and , ranpoctivohL Another vector useful for expressing an albumin fusion protein in 
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